In view of the indication that an ether extract of uterine flushings from the pig contained progestational activity (Challis, Haynes & Lamming, in preparation) as measured by bioassay (McGinty, Anderson & McCullough, 1939) , an attempt has been made to isolate progesterone from the reproductive tract flushings of the guinea-pig. In these experiments, radioactive progesterone was infused intravenously until equilibrium had been established between the endogenous circulating progesterone and labelled steroid. In such steady state conditions, 3H-labelled progesterone would be distributed in the same way as endogenous hormone.
A.R.C. Institute of Animal Physiology, Babraham, Cambridge (Received 27th February 1970) In view of the indication that an ether extract of uterine flushings from the pig contained progestational activity (Challis, Haynes & Lamming, in preparation) as measured by bioassay (McGinty, Anderson & McCullough, 1939) , an attempt has been made to isolate progesterone from the reproductive tract flushings of the guinea-pig. In these experiments, radioactive progesterone was infused intravenously until equilibrium had been established between the endogenous circulating progesterone and labelled steroid. In such steady state conditions, 3H-labelled progesterone would be distributed in the same way as endogenous hormone.
Tritiated progesterone (8-5 Ci/mmol) was infused into the left jugular vein of non-pregnant guinea-pigs (Illingworth, Heap & Perry, unpublished). Isotopie equilibrium was established within 3 hr and samples were taken for the determination of blood radioactivity. Towards the end of the infusion (3^hr), the reproductive tract was exposed by a mid-ventral incision and the left Fallopian tube was cannulated near the fimbrial end, using a nylon cannula ('Portex' FG 2) of outer diameter 0-63 mm. The opposite uterine horn was clamped off at the cervical end with 'mosquito' forceps and the lumen contents of the left horn were flushed into a test-tube with 10 ml 0-9% NaCl (1 ml/min) through a large (7 mm) glass collecting cannula tied into position immediately below the cervix. This procedure, rather than direct cannulation through the uterine wall, avoided contaminating the flushings with blood, but meant that the collected material was from the tubai, uterine and cervical regions of the tract.
All samples were stored at -15°C until analysis. Non-radioactive carrier progesterone (100 µg) was dissolved in 0-2 ml ethanol and equilibrated with a known volume of flushings. Unconjugated steroids were extracted with diethyl ether (3 vol) and separated by thin-layer chromatography in the system, hexane : ethyl acetate, 2:1. The progesterone eluate was acetylated and rechromatographed in the system, benzene : ethyl acetate, 1:1. Aliquots from the progesterone area were taken for liquid scintillation counting and for gas chromatography of the free steroid by flame ionization detection (Heap, Holzbauer & Newport, 1966) , or its heptafluorobutyrate ester (Challis & Heap, 1969) (Rapkin, 1964) , using the channels ratio method of quench correction (Bush, 1963) , with 3H-efficiencies of 16 to 18%, in order to obtain the activity in the conjugated steroid fraction. All samples were counted for at least 2000 total counts. The aqueous phase was also scanned spectrophotometricaliy (Unicam SP 500) between 400 and 450 nm. The absence of any absorption peak at 412 nm indicated that there was no haemoglobin in the samples and any radioactivity in them was, therefore, not due to contamination by blood. The flushings did, however, contain some cellular material. 
